In the right panel, the ratio of associated Luciferase activity was calculated for each silencing condition in cells incubated with GTP compared to GDP. Note that a tethering defect associated with Rab1 silencing results in a lower ratio. Data are the means ± SEM of three independent experiments. p*<0.04, p**<0.01, compared to the no-protein control.
(E) Permeabilized HEK293-FcγRII cells were incubated with purified His-DrrA 1-647 protein and a PNS fraction from cells producing Luciferase-KDEL was added. Tethering and fusion of ER-derived vesicles was assessed independently in parallel wells. The tethering of ER-derived vesicles was assessed by determining the Luciferase activity associated with the permeabilized cells, which is presented as the percent of total Luciferase activity added to the reaction (white bars, recruitment). Fusion was assessed by comparing the Luciferase activity that remained cell associated after the addition of fusion buffer (black bars, cell associated) to the Luciferase activity that was liberated into the supernatant (gray bars, secreted). Shown are reactions in which cells were untreated (no-treatment) and where cells and PNS fractions were pre-treated with NEM (NEM pre-treatment). Data are the means ± SEM of three independent experiments. The amount of cell associated and secreted Luciferase in the NEM-treated samples were significantly different than the corresponding samples in the no-treatment control. p<0.01 (F) Permeabilized HEK293-FcγRII cells were incubated with purified His-DrrA 1-647 protein and a PNS fraction from cells producing Luciferase-KDEL was added. Tethering and fusion of ER-derived vesicles was assessed independently in parallel wells. The tethering of ER-derived vesicles was assessed by determining the Luciferase activity associated with the permeabilized cells, which is presented as the percent of total Luciferase activity added to the reaction (white bars, cell associated before fusion). Fusion was assessed by comparing the Luciferase activity that remained cell associated after the addition of fusion buffer (black bars) to the Luciferase activity that was liberated into the supernatant (gray bars, secreted). Shown are reactions in which siRNA was used to reduce the levels of the proteins Stx17, Stx18 or Sec22b in the donor cells producing Luciferase-KDEL. These data are presented as a ratio of the total Luciferase activity that was associated with cells before fusion. Data are the means ± SEM of three independent experiments. *p<0.05 when compared to the same fraction in the Sec22b KD samples; **p<0.03 when compared to the same fraction in the Sec22b KD samples.
(G) HEK293-FcγRII cells producing ts045-VSVG-GFP were cultured at 40 0 C, conditions that retain the fluorescent protein in the ER. Cells were either fixed (0 min) or shifted to 32 o C. for 15 min, 45 min, and 90 min and fixed. The fluorescence micrographs show the subcellular localization of ts045-VSVG-GFP at the times indicated. Bar = 5 µm. (H) Vesicles containing ts045-VSVG-GFP were generated from HEK293-FcγRII cells shifted to the permissive temperature for either 15 min or 90 min. The images on top examine the association of vesicles (green) to permeabilized cells that had been incubated with His-DrrA 1-647 labeled using an anti-DrrA antibody (red). The images below were obtained from wet mounts of PNS from the donor cells producing ts045-VSVG-GFP-labeled vesicles, and reveal roughly equivalent amount of labeled vesicles in both the 15 min and 90 min fractions. Bar = 2 µm
